. Single images from live-cell imaging of different types of actMC-DC interactions. BMMC, PCMC, and MC/9 cells all demonstrate polarized accumulation of internalized AF488-IgE (green) after stimulation with DNP-BSA and in the presence of imDCs. Images are brightness and contrast enhanced. Bars, 10 µm. Figure S5 . Examples of MC polarization. MC polarization is maintained even when DC contact is lost (boxed MCs in overlay). Images are from a maximum projection of a fixed actMC-DC sample. The MTOC (tubulin, cyan) is located internal to the polarized IgE (red) vesicles and region where F-actin (green) is reduced at the membrane. Nuclei (Hoechst, blue) labeling is included in the overlay. Images are brightness and contrast enhanced. Bar, 10 µm. Video 1. Interactions between unactivated MCs and imDCs. Unactivated MCs do not demonstrate polarization in the presence of imDCs (Fig. 3 A, Unactivated) . Live-cell, time-lapse confocal imaging (LSM510-META; Carl Zeiss) at 37°C of BMMCs primed with AF488 IgE (green) in co-culture with imDCs. Image acquisition was at one frame every 4 s for a total time of 1 min and 48 s; playback is four frames per second. Bar, 10 µm.
Video 2. Interactions between actMCs and imDCs. Example of long-lived interactions between actMCs and imDC early after activation (imaging initiated within 5 min). BMMCs were primed with AF488-IgE (green) and then activated through cross-linking of FceRI with DNP-BSA. Image acquisition was one frame every 10 s for a total time of 8 min and 20 s. Playback is five frames per second. Bar, 10 µm. Images acquired with live-cell, time-lapse confocal imaging (LSM510-META; Carl Zeiss) at 37°C.
